LETTERS species level and for providing new data about the emergence or reemergence of rickettsioses, as reported here. These assays are, however, timeconsuming and only available in specialized reference laboratories.
. Recently, an antigenic change has been observed in a new strain, CPV-2c, isolated from domestic dogs in Italy (4). This variant was also detected in Vietnam (5), other countries in Europe (6) , and the United States (7). CPV-2c was recently detected in cats (8) and is characterized by a replacement of aspartic acid with glutamic acid at residue 426 of the VP2 capsid protein.
To identify CPV types 2, 2a, and 2b, PCR methods were developed (9) . However, these methods could not distinguish type 2c from type 2b (4). Consequently, we used a PCR-restriction fragment-length polymorphism (RFLP) assay with endonuclease MboII. This enzyme can distinguish type 2c from other CPVs (4). Recently, a real-time PCR assay based on minor groove binder (MGB) probe technology was developed for rapid identifi cation and characterization of the antigenic variants. This assay is based on 1 nucleotide polymorphism in the VP2 gene (10) .
In June 2006, a 10-week-old female dog (PT-32/07) was brought to the veterinary clinic in Figueira da Foz, Portugal, with clinical signs of parvovirus infection, after an episode of gastrointestinal disease in her littermates. Three littermates, also brought to the clinic, showed no signs of infection. None of the dogs were vaccinated against CPV. Clinical signs in dog PT-32/07 were lethargy, anorexia, vomiting, diarrhea, and a temperature of 39.3°C. Identical signs were observed in 1 littermate 3 days later; the 2 other dogs did not show any signs other than lethargy and loose stools.
Rectal swab samples from all dogs were screened for CPV by using an immunomigration rapid test (Synbiotics Corporation, Lyon, France). Two of the dogs showed negative results, and 2 showed positive results. Feces, serum, and lingual swab samples were positive for parvovirus DNA. DNA was quantifi ed by using a real-time PCR with TaqMan technology performed in an i-Cycler iQ (BioRad Laboratories, Milan, Italy).
CPV variants were characterized by using MGB probe technology. This technology uses type-specifi c probes labeled with different fl uorophores (FAM and VIC) that can detect single nucleotide polymorphisms between CPV types 2a/2b and 2b/2c (10) . MGB probes specifi c for type 2b were labeled with FAM in both type 2a/2b and 2b/2c assays, and MGB probes specifi c for type 2a (type 2a/2b assay) and type 2c (type 2b/2c assay) were labeled with VIC.
All specimens from 1 dog (PT-32/07) were positive for the 2 variants of CPV type 2 (CPV 2b and CPV 2c). Conversely, of the 3 littermates, 2 were positive for CPV type 2b and 1 was positive for CPV type 2c in all samples (Table) .
A conventional PCR and RFLP analyses were performed by using the method of Buonavoglia et al. (4) with known positive CPV-2b and CPV-2c samples as controls to confi rm our fi ndings. The 583-bp PCR product obtained from the coinfected dog by using primer pair 555for/555rev was digested with MboII. Digestion generated 2 fragments (≈500 and 80 bp) in all dog samples. The CPV-2c control sample showed 2 fragments (≈500 and 80 bp), and CPV-2b control sample was not digested with MboII.
We report CPV-2b and CPV-2c variants in samples from a dog with littermates that were positive for CPV-2b or CPV-2c during an episode of gastrointestinal disease. Co-infection with multiple CPV variants that showed high genetic diversity in the VP2 gene has recently been reported in a domestic cat (8) . Continuous and rapid evolution of CPV may cause serious problems in diagnostic testing and vaccine effi cacy. Antigenic variation may negatively affect vaccine effi cacy if changes occur at major antigenic sites. Thus, continuous monitoring for novel genetic and antigenic virus types is needed. Additional studies are in progress to characterize nucleotide sequences of all CPV isolates from this case. 
